The initial strategy to establish the PHB pathway (genes phaCAB) in M. smegmatis 3 was to apply a two-plasmid system utilizing compatible E. coli−Mycobacterium 4 shuttle plasmids pMycVec1 and pMycVec2 (1). PhaC was designed to be expressed 5 on the higher copy number plasmid pMycVec1 utilizing a strong nitrile-inducible 6 promoter (pNit) (2) to promote high expression, while phaAB genes (3) required for 7 the production of precursor (R)-3-hydroxybutyrate-CoA were selected to be expressed 8 under a weak constitutive mycobacterial promoter (Pwmyc) (1) on the low copy 9 number plasmid pMycVec2, as the precursor is required in catalytic amounts. 10
E. coli BL21(DE3) and pMCS69 plasmid encoding phaAB, showed accumulation of 26 1.2% PHB per (wt/wt) cellular dry weight (CDW) in whole-cell samples analyzed by 27 GC/MS (FIG. S4) 
